Molecular theranostics is of the utmost interest for diagnosis as well as treatment of different malignancies. In the present study, anionic linear globular dendrimer G2 is employed as a suitable carrier for delivery and AS1411 aptamer is exploited as the targeting agent to carry Iohexol specifically to the human breast cancer cells (MCF-7). Dendrimer G2 was prepared and conjugation of dendrimer and aptamer was carried out thereafter. Based on the data yielded by AFM, morphology of smooth and spherical non-targeted dendrimer changed to the rough aspherical shape when it conjugated. Then, conjugation was confirmed using DLS, ELS and SLS methods. Toxicity on nucleolin positive MCF-7 cells and nucleolin negative HEK-293 cells was assessed by XTT and apoptosis/necrosis assays. In vitro uptake was determined using DAPI-FITC staining and ICP-MS methods. In vivo studies including in vivo CT imaging, pathology and blood tests were done to confirm the imaging ability, bio-safety and targeted nature of the Nano-Theranostics in vivo. In a nutshell, the prepared construction showed promising effects upon decreasing the toxicity of Iohexol on normal cells and accumulation of it in the cancer tumors as well as reducing the number of cancer cells.
in (Fig. 5 ). Moreover, due to the previous studies 20 , the average molecular weight of intact ALGDG2 was reported 2 kDa. Comparing the molecular weights of ALGDG2, AS1411 aptamer and the conjugate, differences confirm the conjugation and the average efficacy of conjugation process is estimated to be 2:1 or 1:1 (Apt: ALGDG2) molar ratio per particle.
Entrapment efficacy of ALGDG2. The amount of Iohexol encapsulated in ALGDG2 was found to be 34.6% by spectrophotometry.
Apt-ALGDG2 conjugate stability. After 6 month, none of the samples which were incubated in phosphate buffered saline (PBS) at −20 °C and +4 °C have shown noteworthy changes in the color (clear), pH (6.2), average molecular weight and Zeta potential compared to the fresh sample. However, the sample which was tested at room temperature after 6 months showed substantial changes. The average molecular weight of the sample was declined (6.05 ± 0.499 kDa) and the hydrodynamic size distribution (117 nm) and zeta potential (−10.9 mV) were altered dramatically ( Fig. 6 ).
In vitro cytotoxicity assay. The Apoptosis-necrosis detection. The cell population was analyzed using the signals which were detected from annexin V-FITC (FL-1) and PI (FL-2). The double negative population in the LL (lower left) quadrant (annexin V-FITC negative and PI fluorescence negative) depict the viable cell population. The early apoptotic cells are shown in the LR (lower right) quadrant, and the UR (upper right) quadrant show the late-apoptotic/ necrotic cell population. The graphs are represented in (Fig. 7 ). As it shows in the graphs, 89.67 ± 1.03% of the HEK-293 cell population which were treated with free Iohexol are undergone late-apoptosis/necrosis, 1.9 ± 0.25% have experienced early apoptosis and only 8.35 ± 1.27% have remained healthy. For ALGDG2-Iohexol, the results are: 13.31 ± 0.42% late-apoptotic/necrotic, 10.4 ± 0.9% early apoptotic and 76.07 ± 1.18% of them are alive. Remarkably, 91.88 ± 0.44% of the cell population which were treated with Apt-ALGDG2-Iohexol have stayed healthy and fresh, only 6.64 ± 0.47% are in the early apoptotic stage and 1.455 ± 0.035% of the cells show late-apoptosis/necrosis. Data obviously confirm the result of in vitro cytotoxicity assay (above) and represent the non-toxic effect of conjugate (Apt-ALGDG2-Iohexol) in comparison with the conventional contrast media (Iohexol) and even non-targeted ALGDG2-Iohexol on normal cells.
In vitro cellular uptake (quantitative and qualitative). In this study, two different methods used to assess and compare the uptake of conjugate and dendrimer on both normal and cancerous cell-lines. (Table 1) presents the results of quantitative method via ICP-MS (Limit of quantification (LOQ) = 10 ppb). Additionally, qualitative evaluation by means of cell imaging multi-mode microplate reader confirms the previous results and shows a remarkable tendency of the desired conjugate to the cancerous cells compared to the normal cells. As it illustrates, after 4 h of treatment, plain ALGDG2 could enter MCF-7 cells as well as HEK-293 cell-line. The absorption of ALGDG2 conjugated to aptamer into the MCF-7 cells was more efficient as it displays in ( Figure S3 ). morphology of HEK-293 cells treated with ALGDG2-Iohexol (c) has changed as it is shown in the picture and some giant cells or syncytia were observed under the microscope. However, the growth of the cells did not change considerably.
Morphological study of cells after treatment.

Spiral Computerized Tomography (CT) Imaging.
Cross-sectional CT images of mouse before and after injection of Apt-ALGDG2-Iohexol are depicted in (Fig. 8 ). As it clearly shows, tumor site and bladder are evident after injection, while they were invisible before injection. CT numbers of each animal's tumor site are presented in (Table 2 ).
In vivo safety assessments of Apt-ALGDG2-Iohexol. Pathology of Apt-ALGDG2-Iohexol injected 4t1
breast tumor mouse model. The microscopic findings from kidney tissue sections shows that no necrotic tubules are observed in the renal tubules in control and injected with Apt-ALGDG2-Iohexol (test) groups ( Figure S5 ). The structure of liver tissue sections of mice in control and test groups includes the normal hepatocytes, hexagon lobules, nuclei, hepatic cords, sinusoids, portal veins, and central veins ( Figure S5 ). The structure of spleen tissue in control and test groups is natural with no vascular and inflammatory changes. Based on histopathological findings, increased cell death in the tumor tissue is observed in Apt-ALGDG2-Iohexol treated group compared with control group and the cells' density in the tumor tissue of treated group (b) was reduced compared with control group (a). Blood test of Apt-ALGDG2-Iohexol injected normal rats. Common blood test (functionality test) used as a detection of any probable liver and kidney function abnormalities which originate from Apt-ALGDG2-Iohexol treatment shows no dysfunction in these two organs in treated rats compared to the control group and reference intervals ( Table 3 ).
Discussion
The exquisite goal of this study was to construct a novel molecular imaging agent with high affinity to cancer cells and low toxicity on normal cells compared to the conventional contrast medias. Another point which was considered was to develop an economical construction which is cost-effective to use frequently in monitoring the course of cancer treatment. For these purposes, anionic linear globular dendrimer G2 was prepared with additional purification steps compared to the previous methods. Then, it was confirmed and characterized via AFM, HNMR, FT-IR, LC-MS, ELS and DLS and activated by EDC to be conjugated to 5′-NH 2 -AS1411 aptamer using -COOH active groups of ALGDG2 and NH 2 active groups of aptamer to form covalent amide bonds. Conjugation was carried out by using bath-sonicator. After purification, the conjugate was characterized using AFM, ELS, DLS and SLS techniques. The comparison between the data of ALGDG2 and the conjugate confirmed the successful conjugation and delineated the proximate efficiency of conjugation. Subsequently, Iohexol loaded to the conjugate and dendrimer respectively by the means of shaker incubator. The biological studies (cytotoxicity, uptake and morphological status determination) were performed with XTT assay and ICP-MS separately. To be more accurate in defining and confirming the results of the two abovementioned parts of biological studies, apoptosis/necrosis study and dual staining of the cells were employed respectively. The morphological changes of the cells were observed using inverted microscope. In vivo studies were done to assess the safety of the Apt-ALGDG2-Iohexol on mice's bodies using pathology and blood tests. Targeting nature of Apt-ALGDG2-Iohexol was tested by spiral CT Imaging and pathology test.
Accumulation of contrast agent into the tumor site via a targeting agent can reduce toxicity, enhance efficiency and the resolution of radiographic images. Off-target cytotoxicity reduction was carried out by using a negative charged, low molecular weight, monodispersed nanoparticle (ALGDG2) which has a PEGylated core with citric acid side chains. The PEG-based nature of ALGDG2 could have increased its passive affinity to the cancerous cells and make the structure biocompatible. Moreover, its citric acid side chains made the structure biodegradable due to the fact that citric acid is one of the intermediates in the citric acid cycle (known as TCA or Krebs cycle) in the cells. Thus, ALGDG2 can degrade easily soon after entering and the derivatives can produce energy after a series of chemical reactions in the living cells 21 . Thanks to the further purification steps after synthesis of ALGDG2, DMSO was removed perfectly and pH of the composition raised up (from 4.6 to 5.8) to be less acidic and poisonous for the cells. Furthermore, utilizing a synthetic single strand DNA-based oligonucleotide (AS1411 aptamer), the construction became targeted to the cancer cells and non-immunogenic and faster cell-penetrated compared to antibodies, peptides, etc. which are kinds of biomolecules 37 . In 2004, Farokhzad et al. 38 have published first report of a new bio-conjugate which consisted of poly (lactic acid)-block-polyethylene glycol (PEG) co-polymer with a terminal carboxylic acid functional group (PLA-PEG-COOH nanoparticle) and A10 PSMA aptamer (RNA aptamer) which specifically binds to prostate-specific membrane antigen, an overexpressed transmembrane on prostate cancer epithelial cells. AS1411 is a cancer specific aptamer which is in the second phase of clinical trials on behalf of patients diagnosed with metastatic renal cell carcinoma or acute myeloid leukemia and in the phase I of clinical trial for non-small cell lung cancer [39] [40] [41] . Comparing AS1411 (DNA based, 26 bp, MW: 8272.41 g/mol 42 ) with other aptamers which are similar in terms of performance (targeting cancer cells), such as MUC1 (DNA based, 72 bp, MW: 22353.64 g/mole and affinity (Kd): 47.3 nM 43 ) and PSMA A10 (RNA based, 56 bp, MW: 17966.62 g/mole and Affinity (Kd): 20.5 nM 44 ) aptamers which were engaged in the studies before 38, 45, 46 , the smaller size, DNA base, Guanine-rich, quadraplex structure and expanded range of target cells for AS1411 aptamer made it more than suitable to be used as a targeting agent.
Synthesis of the two main components in the present research (aptamer and dendrimer) is straightforward and inexpensive. Hence, the price of the product will be decreasing dramatically.
Conjugation is a process which leads to form a covalent bond between the two components which are involved in the reaction. A covalent bond is an irreversible linkage which can increase the stability of the complex and decrease the inappropriate separation of the two components before entering the target cell in the serum.
This study utilized sonication method by means of a bath-type ultra-sonic cleaner. Using bath-sonicator not only could aid in coupling the aptamer and ALGDG2 in a much shorter period of time but also helped to perfectly disperse the particles even if they are agglomerated to some extent. A number of the researches exploited other methods to conjugate aptamers to nanoparticles, such as stirring or shaking the mixture gently [47] [48] [49] but bath-sonicator reduced the reaction time from almost 2 days to only 10 minutes with high efficiency.
Besides DLS and ELS, SLS technique is used for the first time in this study for determination of the conjugate's molecular weight and estimation of efficiency of conjugation (the average number of aptamers which are successfully conjugated to a single ALGDG2). Various other methods are usually used in researches for determining the molecular weight of a specific composition or to compare and distinct different components by assessing their molar mass, such as gel permeation chromatography (GPC) 50 or polyacrylamide gel electrophoresis (PAGE) 51, 52 . However, SLS is an accurate, simple and time-saving method for evaluating the average molar mass of nanostructures. SLS is only employing an appropriate equipment and a standard liquid (as a case in point, toluene) to use as a baseline and sample is prepared in the double deionized water which makes the procedure to be easier, faster and affordable. Additionally, data compared to the molar mass of aptamer and ALGDG2 corroborate the notion that in an average, one or two aptamers are attached to one dendrimer at a time.
One of the main challenges in the current study was the semi-adherent nature of HEK-293 cells. The key to the solution was to use XTT assay instead of MTT assay. The superiority of XTT assay over MTT assay is that XTT assay is highly sensitive, more accurate and it has a simple one-step protocol which does not require solubilization step. Thus, the semi-adherent characteristic of HEK-293 cells does not cause any problems. Cell proliferation analysis using XTT assay showed Iohexol loaded conjugates cytotoxic effects upon MCF-7 cell line 48 h after treatment. On the contrary, no significant toxic impact of the same complex has been observed on the normal HEK-293 cell-line. Moreover, data yielded by the apoptosis/necrosis assay (which determines the cause of cell death or differentiates necrotic cells from apoptotic cells via cell membrane alterations detection (such as the appearance of phosphatidylserines on the outer leaflet of the apoptotic membrane)) presents the mostly non-toxic nature of Iohexol loaded conjugate on HEK-293 after 72 h. It seems that the considerable toxicity of Iohexol loaded conjugate on cancerous cells after 48 h can be because of the anticancer effect of the AS1411 aptamer. It is reported that, AS1411 aptamer can cause cancer cell death by interfering with DNA replication via S-phase arrest 53 and/or by making Bcl-2 mRNA stable which is a famous apoptosis inhibitor 54 .
Based on the results yielded by the two methods, Iohexol has significant toxicity on normal cells in 100 µM after 48 h of treatment and in all concentrations after 72 h. Data of apoptosis/necrosis assay confirmed the results of XTT assay on HEK-293 cells and indicated a dramatic decrease in Iohexol toxicity after loading into non-targeted ALGDG2 (ALGDG2-Iohexol) and targeted ALGDG2 (Apt-ALGDG2-Iohexol). The difference between the toxicity of ALGDG2-Iohexol and Apt-ALGDG2-Iohexol was more notable in XTT assay on HEK-293 cells after 72 h compared with the apoptosis/necrosis assay. The reason could be that similar to MTT assay, XTT assay is a colorimetric anti-proliferative assay which measures the redox potential in metabolically active cells, it can only give information about "growth inhibitory effects" and detect the number of metabolically active cells regardless of the reason. It means that, the cells which are not metabolically active, could be killed (stopped growing permanently) or stopped growing temporarily. If they were stopped growing temporarily, two fates are expected for them: (1) returning to proliferation, (2) entering the permanent cell cycle arrest stage, cellular senescence and eventually death. On the other hand, the apoptosis/necrosis assay can assess the cells' tendency of cell death (apoptosis or necrosis).
The third frequently cause of acute kidney injury in patients is contrast induced nephropathy 55, 56 . Although X-ray CT contrast medias are commonly used for imaging nowadays but have some disadvantages, such as short-time blood maintenance and non-specific bio-distribution in vivo which cause renal cytotoxicity 57 . In 2006, it was reported that Iohexol can cause direct dose dependent toxicity on proximal tubule cells and diminish the proliferation and viability of them concurrently. In that research, it was concluded from the results that a nonionic radiocontrast such as Iohexol cause acute renal failure 58 . In another study in 2016, acute kidney injury of Iohexol was considered and using a new complex consisted of sulfobutyl-ether-β-cyclodextrin (SBECD) and Iohexol, the toxicity decreased from 50% to 12% in a rodent model compared to the Iohexol alone 59 . Hence, it is of great importance to find an alternative to the conventional radiocontrast agents.
In vitro uptake of the Iohexol loaded dendrimer and Iohexol loaded conjugate compared to the free Iohexol were assessed by ICP-mass spectrometry which is a quantitative technique for detecting metallic and nonmetallic elements (certain isotopes) in a composition with high resolution. In this study, the iodine element of Iohexol is considered as the basis of uptake evaluation. Many studies made use of qualitative methods, such as fluorescent dye delivery of non-targeted nanoparticle and targeted nanoparticle to indicate the differences between the deliveries of them in vitro (using the term "delivery" instead of "uptake" is intentional). The present study used qualitative assessment as well. Though, the question is, are the two methods indicative of one phenomenon? The answer is no, not all the times. ICP-MS directly shows the amount of drug/agent which could be absorbed into the cells because the procedure provides the possibility of evaluating the amount of desired element from the inner part of the cell specifically. Yet, labeling the other parts of the composition (such as fluorescent modifying aptamer or nanoparticle) or delivering the dye by the distinct constructions can indicate the location of conjugate or non-targeted nanoparticle (not the drug they were carrying) and this location can be on the surface of the cell or in the cell, nevertheless it cannot distinguish the amount of drug which could not enter the cells from those which could. Thus, using a more precise and sensitive method for assessing the uptake of contrast agent beside the qualitative method using FITC and DABI was considered. Outcomes of the two methods showed remarkable differences between delivery by non-targeted and targeted dendrimer and absorption of Iohexol into the MCF-7 cells and the results presented a notable reduction in uptake of Iohexol to the normal cells via targeted ALGDG2. Conversely, it was no considerable discrepancy between the amount of Iohexol delivered using non-targeted ALGDG2 and its uptake by MCF-7 and HEK-293 cells.
In vivo imaging of mice injected Apt-ALGDG2-Iohexol are performed using cross-sectional spiral CT scan. Surprisingly, there was no evidence of kidneys in the images but bladder and the tumor site were obviously visible. The reason is, only the organs which have accumulated amount of Apt-ALGDG2-Iohexol in them can be visible under the CT scan and if the kidneys are not visible, it means that there is no kidneys' absorption for Apt-ALGDG2-Iohexol and it passed through the kidneys to the bladder very swiftly. Using gold nanoparticles, different studies have been conducted to find an alternative for conventional CT contrast medias and overcome the biological barriers of them such as rapid clearance. As a case in point, P. Huang et al. reported a novel theranostics agent which was consisted of silica modified gold nanorods conjugated to acid folic for X-ray/CT imaging and radiation/photo-thermal therapy of gastric cancer 60 . Conversely, In the present study, an inexpensive, easier synthesized, less toxic dendrimer was utilized instead of gold nanoparticle to overcome the swift clearance and uptake issue of Iohexol and achieve more precise and high-resolution CT images.
Pathology and Blood tests were done to assess the probable toxicity of Apt-ALGDG2-Iohexol on internal organs especially kidney and liver of the animal. However, there was no considerable toxicity in those tissues. Evaluation of tumor site by pathology test showed decreased cell density and increased cell death in the animals' tumor treated with Apt-ALGDG2-Iohexol compared to the controls. In the treated tumor site, some cells were shrinked with darker nuclei. Although, the apoptosis or necrosis stage of them are not clear.
All in all, the conjugate shows promising application in the field of molecular imaging of cancer cells. Since, it has been observed that there is a considerable toxicity of the bio-conjugate on the cancerous cell-line and in vivo, it can lead us to use the composition for theranostics' purposes. Furthermore, although the conjugate appeared more appropriate to use for imaging purposes, the non-targeted dendrimer could diminish the toxicity of Iohexol on normal cells by passive delivery of it to the cancer cells. More studies can be done to evaluate the possibility of using the new compound (Apt-ALGDG2-Iohexol) for multimodal imaging. Moreover, the safe nature of the composition can encourage researchers to exploit the Apt-ALGDG2 loaded cancer therapeutics to use in potential cancer therapies. 
Methods
Anionic linear-globular dendrimer G2 (ALGDG2) synthesis. Anionic linear-globular dendrimer
G2 was synthesized according to the method previously reported by Namazi, H., et al. 19 and improved by Haririan, I., et al. 20 . Briefly, 1 mL (3.7 mmol) polyethylene glycol (PEG) 600 (Merck, Darmstadt, Germany) diluted in 10 mL Dimethyl sulfoxide (DMSO) (Merck, Darmstadt, Germany). Then, 0.75 g (2*3.7 mmol) N, N′-Dicyclohexylcarbodiimide (DCC) (Merck, Darmstadt, Germany) was added to the solution. The reaction was continued for 30 mins at room temperature while stirring. 0.71 g (2*3.7 mmol) citric acid (Merck, Darmstadt, Germany) was then added. The reaction remained stirred at room temperature for 1 h. Afterwards, 2.25 g (6*3.7 mmol) DCC and 5 mL DMSO were added and the reaction was continued under the above-mentioned conditions for about 15 mins. Subsequently, 2.1 g (6*3.7 mmol) citric acid was added and the reaction was continued for 1 week at room temperature, while stirring. After that, The ALGDG2 was filtered twice. Purification was carried out by using a Sephadex G-50 fine column (GE Healthcare Life Sciences, UK). The fraction collected was purified again by subsequent dialysis (dialysis bag 500-1000 Da cut-off) against double deionized water (D.D.W) (1 × 1 L for 2 days). The purified ALGDG2 was freeze dried (LyoTrap plus, LTE Scientific Ltd, Oldham, UK) and stored at −20 °C for future studies.
ALGDG2 synthesis confirmation and characterizations. Synthesis of ALGDG2 was confirmed
and characterized by measuring its hydrodynamic size distribution and zeta potential via dynamic light scattering (DLS) and electrophoretic light scattering (ELS) (Nano-ZS, Malvern, UK), 1 HNMR (Bruker 500 MHz Morphological study of ALGDG2. In order to compare with the conjugate's morphological status, AFM images of the ALGDG2 were recorded in D.D.W on a microscope slide using intermittent contact (air) mode with an AFM Nano wizard II (JPK Instruments, Berlin, Germany) under ambient conditions. AS1411 aptamer-ALGDG2 (Apt-AlGDG2) conjugation. Aptamer-conjugated ALGDG2 was prepared as follows: ALGDG2 nanoparticles (NPs) were suspended in 500 µL of double deionized water and mixed with NHS (24 mg) and EDC (30 mg) (Sigma-Aldrich Inc., St. Louis, MO, USA). The solution was stirred for 1 h at room temperature. Unreacted EDC and NHS were removed by using subsequent dialysis for 1 h. Simultaneously, the AS1411 Aptamer (DNA based, 5′-NH2 modification supplied from TAG A/S, Copenhagen, Denmark; sequence: 5′-NH2-(GGTGGTGGTGGTTGTGGTGGTGGTGG)-3′) was dissolved in 500 µL of deionized water and heated up to 85 °C for 2 mins. After reaching room temperature, it was added to the reacted NPs (molar ratio: 1:1) and the reaction continued for 10 mins sonicated in a bath-sonicator. Finally, the unreacted aptamers were removed by dialysis against deionized water at room temperature for 2 h. The product was freeze dried and stored in −20 °C for further studies.
Apt-ALGDG2 characterization and conjugation confirmation. Characterization using dynamic
and electrophoretic light scattering. Apt-ALGDG2 conjugate was characterized by calculating its hydrodynamic size distribution and zeta potential via dynamic light scattering (DLS) and electrophoretic light scattering (ELS) (Nano-ZS, Malvern, UK). The sample was measured at 25 °C at a wavelength of 633 nm with He-Ne laser. Simultaneously, the size and zeta potential of dendrimers were measured under the abovementioned conditions. The comparison between these two, confirmed the successful conjugation of aptamer to dendrimer.
Morphological study using Atomic force microscope. With the aim of comparing the morphological changes after conjugation, the AFM images of Apt-ALGDG2 were recorded using intermittent contact (air) mode with an AFM Nano wizard II (JPK Instruments, Berlin, Germany) at 25 °C.
Molar mass measurement using static light scattering. With the purpose of measuring the molar mass of Apt-ALGDG2 conjugate, static light scattering (SLS) technique was performed using Zetasizer ZSP (Nano-ZSP, Malvern, UK) instrument as follows: five different concentrations of the conjugate with unknown molar mass (1, 0.8, 0.6, 0.4 and 0.2 mg/ml) were prepared in deionized pre-filtered water at 25 °C. Then the samples were filtered with 0.22 micron filter and the scattered light intensity of each sample was measured and the correlation coefficient (R 2 ), molecular weight (kDa) and 2 nd virial coefficient (A2) (mL mol/g 2 ) were reported respectively. The comparison between the conjugate's molecular weight and identified NH 2 -modified AS1411 aptamer's molecular weight (measured using MALDI-TOF Mass Spectrometry by TAG A/S company) and dendrimer's molecular weight (reported previously 61 ) confirmed the conjugation and indicated the approximate efficiency of the conjugation process.
Iohexol loading. Iohexol (Santa Cruz Biotechnology Inc., Texas, USA) loading into the Apt-ALGDG2 conjugates and ALGDG2 were obtained by mixing Iohexol with each sample (5 mg excessive Iohexol and 10 mg ALGDG2-conjugated aptamer (standard molar ratios: ~1 mg Iohexol: 10 mg ALGDG2-conjugated aptamer and 1 mg Iohexol: 2 mg dendrimer)) and incubating them while shaking at 4 °C for 10 mins using an orbital shaker/ incubator (unimax 1010/ incubator 1000, Heidolph Instruments, Germany). Unentrapped excess Iohexol was removed by dialysis (dialysis bag 500-1000 Da cut-off) in deionized water (1 × 1 L for 2 days). Entrapment/encapsulation efficiency (EE%) which is considered as the drug percentage that is successfully entrapped/ absorbed into the nanoparticle was calculated by microplate reader (BioTek Instruments, USA) at 254 nm as follows:
Different concentrations of Iohexol were dissolved in double deionized water to illustrate the standard curve. Then, the data collected from the unentrapped Iohexol which is solved in the water while dialysis used to measure entrapment efficiency by applying the equation below: In vitro cytotoxicity assay. The Apoptosis/necrosis detection by flow cytometry. In order to assess the extent of apoptosis or necrosis of HEK-293 cells, Annexin-V-FLUOS staining kit (Roche Diagnostics, Penzberg, Germany) was exploited using the protocol described by Lakshmanan, I., et al. 62 . Briefly, a total 4 × 10 6 HEK-293 cells were seeded in the 6-well cell culture plate as described above. After 24 h, 3 × 10 6 of cells were treated with 100 µM of Apt-ALGDG2-Iohexol, ALGDG2-Iohexol and free Iohexol and the rest remained untreated as control and all were incubated for 72 h. After incubation, the media of the cells were collected into the separate 15 ml polystyrene tubes. Then, the cells were trypsinized, collected and centrifuged, washed with PBS and then re-suspended to stain with Annexin-V and pI by the kit to perform apoptosis/necrosis detection via flow cytometry. 10 4 cells per sample were obtained, then analyzed using Cell Quest software.
In vitro cellular uptake. Quantitative assessment using Inductive Coupled Plasma-Mass Spectrometry.
Uptake assessments of Iohexol loaded ALGDG2, Iohexol loaded conjugates and free Iohexol were performed via Inductive Coupled Plasma -Mass Spectrometry (ICP-MS) (Elan 6100 DRC-e, Perkin-Elmer, USA) by measuring the amount of absorbed iodine by cells using the method described by Kim, Chaekyu, et al. 63 . Briefly, Apt-ALGDG2-Iohexol, ALGDG2-Iohexol and free Iohexol were incubated with pre-seeded MCF-7 and HEK-293 cell lines (25,000 cells/well) in 24 well plates for 5 h. Afterward, the cells were washed 3 times with PBS and then 300 µl lysis buffer was added to the cells and the cell lysate remained digesting by means of HNO 3 and H 2 O 2 in 3:1 concentration ratio overnight. Subsequently, 3 ml aqua regia was added to the samples and reaction continued for 3 more hours to be completed. After that, the samples were diluted to 100 ml deionized water and the sample solutions were measured by ICP-MS.
Qualitative assessment using cell imaging multimode microplate reader. The qualitative cellular uptake of non-targeted and targeted ALGDG2 by MCF-7 and HEK-293 cells were studied using cell imaging multi-mode microplate reader (Cytation 3, BioTek, USA). Cells were cultured in a 24-well plate under 5% CO 2 and 95% relative humidity at 37 °C. After 24 h, the medium was changed and the cells were treated with 100 µM FITC (as fluorescence dye) loaded targeted and non-targeted ALGDG2 for uptake measurement and incubated for 4 h at 25 °C. Subsequently, the cells were washed 3 times with PBS and fixed with paraformaldehyde (4% for 15 min). After incubation, the cells were washed 3 times again with PBS. The cells were stained with DAPI (0.5 mg/ml) for 3 mins to staining the nuclei and then washed 3 times with PBS. The images of each sample were then recorded and compared to one another.
Morphological study of cells after treatment. Morphology of the two cell-lines treated with
Apt-ALGDG2-Iohexol, ALGDG2-Iohexol and free Iohexol was checked out via inverted microscope (LABOMED TC400, USA).
Spiral Computerized Tomography (CT)
Imaging. Three 6-7 weeks old, 20-25gr female BALB/c mice were exploited for primary 4t1 tumor establishment based on the protocol described in current protocols in Immunology 64 . The tumor diameter measured by Vernier caliper every 3-4 days. After tumors' appropriate growth to about 10 to 18 mm, the anesthetized 24-28 gr mice were injected with equivalent volume doses (0.1 ml per 25gr of each mouse body weight) with Apt-ALGDG2-Iohexol (1.6 µM) intravenously in the tail vein and horizontally placed under the SPECT/CT system (Symbia T2; Siemens Medical Solutions USA, Inc.). Cross-sectional images were acquired before injection and 20 mins after injection. Then, images were analyzed using SYNGO software.
In vivo safety assessments of Apt-ALGDG2-Iohexol. Pathology of Apt-ALGDG2-Iohexol injected 4t1 breast tumor mouse model. Two 4t1 tumor mouse models (prepared as mentioned previously) were injected intravenously in their tail vein with Apt-ALGDG2-Iohexol (concentration: 1.6 µM as described above) every 18 hours for 48 hours. Two 4t1 tumor mouse models were used as controls without injection. Subsequently, each mouse was sacrificed and the chest cavity was opened with dissecting equipment to expose the internal organs. Afterward, the animal's kidney, spleen, liver and tumor tissues were harvested for histopathological examinations. Tissues were fixed in formalin 10% (Merck, Germany) for 72 h and then dehydrated through a graded-alcohol series (70, 80, 90, 95 and 100%). Then, tissues were cleaned in two changes of xylene and impregnated with two changes of molten paraffin wax. The samples were embedded and blocked out in paraffin and sectioned at 5 μm slides. After sectioning, the slides were stained with hematoxylin and eosin (H&E). slides were monitored under light microscope and the photomicrographs of them were obtained for evaluation of tissue degeneration to assess the toxic effects of the novel nano-theranostics on the animal's body and targeted nature of it to the tumor site.
Blood test of Apt-ALGDG2-Iohexol injected normal rats. Normal white Wistar Rats (n = 3, 10-12 weeks old, 250-300 gr) were both used as test (T) and control (C) as follows. The T group were injected with Apt-ALGDG2-Iohexol (1.6 µM, 1.5 ml per 400 gr) intravenously. The C group were the same animals injected with placebo (animals before injection with Apt-ALGDG2-Iohexol). Before injection and after 12 hours of injection, blood samples were collected and tested for SG OT/PT, ALP, creatinine and urea amounts in the rats' bodies to evaluate the kidney and liver function (Rat reference intervals are based on Exotic companion medicine handbook for veterinarians 65 ).
Statistical analysis.
Descriptive and inferential data analysis were done using Prism 5 and excel software (Microsoft Office 2013). Significant differences were analyzed by the means of T-test and one-way ANOVA followed by the Tukey test to cluster comparison. Graphs were drawn by Prism 5. All quantitative data are presented as mean ± SEM. P < 0.05 was considered statistically significant.
